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(57) Abstract: A method of synthesizing nucleic acids 
wherein, after the completion of the synthesis of a 
complementary chain, the 3 '-end of a base sequence is 
hybridized with a specific domain originating in a target base 
sequence present on the base sequence of itself to thereby 
provide the initiation point of the subsequent synthesis of 
a complementary chain. Since hybridization is repeatedly 
carried out in a specific domain from which a variation or a 
polymorphism is to be detected in this method, the variation 
or polymorphism in the taiget base sequence can be exactly 
reflected in the reaction product 
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K:sn^"r> Mtc:fi®^ii<?)^^i:. ncD^m^titzmmcowSii^miiifimmiyX 

©^v=;i/lc:*-c5<JgS>t*lg-a-fc:«toT 2m^^i•^«l3i(double helix structur 
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:^m^m^ifim^\^tcimm (Nucleic Acid Res. 2000 Vol.28 No.l2 e63. W 
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^R 1 chi^x^mi^ti^m&m^ix'mm^ti. ^fcR2ttFA®#g^^i^t: 

10 ^^'y^r^-f V~RA&fflV^"r>ls|gH^CDtftm:^r^fe*ff "5 i:&> FA*^:n^y 
®^SiB?y® ^ 31 ^^^{i, UttHuSBR Ale <t § J^SiS^j©^ 31 .3; 

dC-Tx FAtRA®p:3&<Sc^ai«;;^r^>r V-i: bTfflV^5®^®SJ!S* J: 

DMtcM-rsc RA3f)f*^x'^^r^>r-^--e^n(^s r 1 ^j^^i^iit-sffl^i 
li-^^ [04- (9) ] ttffis<£st:tstt-r-e*5o Pii^fciFAdJ^ai^y^r^ 
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10 ffe:^^ FAi:RACDM;&*^3iryi^r^^v-i;f Sil^tCli. V>^n(D:J&|qI 
oTs R Id^T'^— ;i/"r-^§R 1 c©'J>«c< i:*)-gi5t±. F 1 tam-rso 1^^ 

tC. -^CDfflffl^-rfeSF 1 ctt. '>3fe< i:*)-?®-aJA«R 1 Mist" So 

^-TF i*®i^i;-rs««si'^Rfesii& [03- (8) ] t^m^xm^m^mifi 
mmi^M b-r t:^— ;i'-r s c t ^ d ^ ci ® i: ^ tciaf - a: >y ^mmt^m < o 

fei±CD<i:^K:> FAhRACD]i5:)5?&^a:>j/^r^^-x'-i;f FA®^ 
25 dfctt^HtffeSo b*»b3S^{3tt, #«jlgSiB3njA»2:*:^©^^tca:. RAi: 

F A*«Ei 1 -El 4 (c^-r t) ®iii#-esj!&-r sfii^iis mmmzt± 1/2-1!* 
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;i/ b fe :;er * ffilc ± R A i: b T Itt B)3 u T V > s CD k: f ^ 55c V ^ t V ^ a d tc 3&: s o 

b;fe*»oT^ FAi:RA®iii5^^^3:y^r^'f V— fc-rscLiiHis *#gB^(Dii 
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bx 5felt$!i0*)(7)TS>5c:i:^t*^S<, Sfc. JMIiap«3{3#^SE-rs^SI(iii situ) 
25 :^mm^\,^X cdM^mmt{yXm\^^?>m^^ cDNA^^fia-rSxailx :*:I6 



wo 01/34838 



PCT/JPOO/07816 



-3 9- 

mm h UT cDNA (Dm i m^-^^-t S ^:^ DNA-RNA /n-T :/ U K J; s 2 :3^^m 

mt&T ?>ctti'X'^^o m(Dmm(o^^:&miz « v > 5 dna u p< ^ — tf 
ffl b ^ s c i: am -5 * t) ^Rv^o 
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F A t J: s Rri6=5;tt^ fct-SCt*»-^$So c: U fe c 
e)*»®*@(ca;oT2*«[**:T;^^<b*nsii&f^©4)i:t?s r^-f^-h-f >^ 
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Y (WT^ DMso i:#iB&-rs) . $>5v>tt3^;i/AT^ Kds-iistc^jffl^tiSo ill 

5 /il?^alft(Tm)Oi3!!g^flJ?&^lJffl■rSil^:fcJ:o-C^ Bu5B:tU3J5f^U;i-^ K®T- 
-;i/?fel8?>tifeMftlfef^CDTT?SaM'rSilfc5&Jt?§5o Ht^^-f >(N,N,N,-t 
rimethylglycine)-^7" h ^7';i/:^r;i/7'>^:^«> Ai^tt. ^© isostabilize f^ffi 

^z^-oxmwm^^com^ii^^mmx^^o ^^'W'xis s/i&^t■t' 0.2-3.0 Ms 
20 *^m-r5cii:*»T$So 

25 -&fife^nn«s r^-f v-©7'--;Hi»j^tc:^^<b$n5ciJ:fc:)&;2,o MXT^ 
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^■r J; ^ DM ^ ^ — tfttx 2 *li^^fc:^-r 5 ■^-<07'--'}\^ifi 

* fe e> ■rfliit®^^**^! »)mbfe*©. ^cd^s^jc: j; o xmwk 

10 Bst DNAjK'J;-*^— e 

Bca(exo-)DNA j^* U p< ^—M 

DNA JJ^>J^7— KlO^by • 7^^^> h 

Vent DNATj^Uj^t ^— I? 

Vent(Exo-)DMA:it?U^^— I? (Vent DNA U ^ ^— e):^^' v:?? ^ WT'—- K 
15 fS^4&I^V^fc^fe<^)) 

DeepVent DNA ^ U ^ ^ — 

DeepVent(Exo-)DNA5KUpt^— y (DeepVent DNA Jt^ U ^— lf*>^3i^ V 

a> 29 7 T' — DNA 5}< U ^ — e 
20 MS-2 7 -5^ DNA 5t< U ^ — 
Z-Taq DNA:;*? if (^Sig) 
KOD DNA^^U^^-- 1? (^^iSsSili) 

cn^)©^^®(t>-e<b Bst DNA^J^y if-^Bca(exo-)DNAJi<U;»t^— Hftt. 

25 %Mti2 3ji:ji®JK®fc:&5^^t::^LTs r^-T '^--<3DT^-;i/i:ffi«^-a-fifcS 
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vent(Exo-)DNA ^t^ u ^ ^— If tts mmmm^tnizMmtj^mm^i^ 

5 S^&ti. l*li<S^4'>/^^fl(single strand binding protein)©«SADt:: J: o 
TiSJi*nsCIfc*«»I?,nTV>S(Paul M.Lizardi et al. Nature Genetics 19, 
225-232, July, 1998 )„ ^(Di'^m^:^^mizmmv. 1 >>'1^SS 
mm-r S ci i: <t o Tffi^S^^j^OdeM^^&^l&^^-r S c: § S o Vent(Ex 
o-)DNAjJ<';^^-"lft;:^*ru-r«:x l*iSljig^^'>>'^^^i:bTT4 gene 32*«;e 
10 «l7?feSo 

15 <^VNo bipb^ dur^^) ^^—\iizx?>z*^i^^(DmM(Dmm. my^^m^ 

•CAii^So bifeA*oT. dATP*s^oT ligSf>J-iPb-r^P.gMi:3&?,JSHr>J:-5 
3'*«i8*»e,®^fiK3&JAtfiaif&t-SJ:-5K:BB9>JS3S*^-rnHr^v>o « 
Ifim^figl^fc: 3'5|c4|gi>«fefc^^mUTbS-3T*s CinStN<b UT blunt end 

20 f^f^MOVent DNA .if 'J p< ^— ^ttdCD^tt^itoc: iijOi*^, Vent (Exo-) DNA ^ U 
U A ^—^m<D DNA 4< p( V— If tt, ii^CDlfefl^-C'ttmMtfef^ffittllSfitjtcm 

^>i^&^r^o coitcDDNAJif e-es»-3-r*)s mmmifi^smtj:^ 

25 2|s:^^tc^iJffl-r-5Ci:*»-r^So 
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:*:^B^^C^J^r^T(4^ LAMP SSCDig*iiaip^&lS«>Sfe«)t:;i/-rr-7 T-*||J 
iz^^-r?>mmt. RAt::M-r^^l^<Dmm (oSi3RACD5'*JgK:ffi1«fl<J5& 

10 -rr^-f v-sju-rr^-f v-RiigBiR-rSo lamp 

mco^m,^<Dfplz. RA-^FA*»T-— ;i/-r-sci:**-^ ^J&l^Vl/— r^fe^tf^c?) 

v^T^ ^^mmxti^pftiimvxi^^ (zooo^^g^igHmiiH i^ss 2000-28886 

2) o T'r^^f'^— &LAMP^t::«i^'&t)-e-5c:ii(c:J:t)s ^OSii&S&^tt 
:feJ:t5/^fea:;i/-7-r^>r^-R&RA. FA^ L•r^^^SK:^&DT:?'•>^'- 
e> *5J;V7^i/;r^ KSW-ea^^n^ BuiBr^^-r— h&«ijig-r 

25 tJf/**:tt#M®*ftWffl:¥>;' htcM^So htctt. mflB^' >:H-7• 
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rp if s ^ So 

genotypingffl<D:?F-»y h i:f Sil i:*»T?$So genotype A«1SfR<D^MS 

•^5 genotype 'NT^DSiiaj^-r SCI fcA^T^S^*;' hil^So 'vt^dJ: 

5^^®49J^tt^ ^^©l¥*f"^s genotype IC^^ < phenotype^D^«!It::fcl^Tm 

BifK-f v-RA43<J:t;fFA!&5fiJfflU IHBglrSI4*ltofe DNA 

Aa:2:*:^i: bT#^£-rSlifi«J^«iE^J{3 43ltS F AASr^ri-^lz-r-^^^^^Sil 

i:S^So 
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i^-&;{^qr«l*^J|^^i:^oTV^5 (Ell -(2)) „ 
10 •rS7''>^-r^-<V-F3**r::::— ;i/"rS (02-(4)) o T'i7^-7*^>rv 

^iLl^XF i/F 1 cOTnlztc^^mo F l/F 1 cCD Tm i%^^n-5l5 
T§So fe;eUF l/F 1 c(DTin*«fF^ISJiE*M;t-rl£<^^^nfe®^{;itt. 

6 0•C^DH/iB^#t:5^^UT^ F l/F 1 cCDT>i*»4 5"Ci:V>aifef^r% 

^^^ttJ«^T?&«cVNo b*»b3|5:^BJiK::feV>T«:x F l/F 1 cCDT^-^WjJjsp 
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5 T^e/^'— r^-f V-F 3 (R3) :60«C 
;i/-r7'^>f V— FL : 5 6'C 

;U-7*rv-f V— RL : SS'-C 

'^>:^-r^>l' v-FAO 3'iBaF 2 (*fettRA©3'iH!lR2) : 5 5'C 
W r^-r-T-FA© 5'iB!lF 1 c ($fe(4R A® 5'ffl!)R 1 c) : 4 5"C 

±t^?>(DX'. Flc (R 1 c) <^>TmAs^<i9:^^nTV^T*)^I^^T-;iSa[^Ji 

15 FA^f^j^tvxw&i^t^-^m^mwmm^^nxii^mhtji^ (S2-(5)) «, 

ir:©i*m*«IS2;UTx RA. i3J;tJfRAtc^-r*r«>^— r^>f v-r 3*J 
M(CT--;i/fcffl«|g^^*iiJ&-r5 (0 3-(6)) o ^®«g«i:bT^^^S 

■e§S«|jg^&«S^5 (S3 -(8)) o 
20 ^Ci5EI3-(6)(C43V^T^*5'5lc^jgAJe^^CT--;^b■CV^5o U**U5'5|cJg|l± 

t*#^cv^o 03-(6)t:^-r5ffl1sm<£'&J5fcU Mtc^cD 3' 5^^SK:i^v^T 
7'--;i/"rsci:3{>«f§S«|jS (ia3-(8)) tSi^M^XWisbX. iilSSi&i^:^ 

25 3;t^o 
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So e#(3T^-;i/Ufer>|cSgF 1 (|2i3-(8)) tt. 

«?-rs«i^t:#^£-rsffii«a«j«c*s^iB5>jF i/f i ctt. ®5fee«jtcT--;i/rso 

-r^-r V— FA3&«7'-— ;i/-rscii:*«7?#SF 2 cA«#:ftUT*>)s ddtCF 
A*ST--;i/UTffi«|g-&fieSii&*s$&^5 (0 3 -(8)) o )V-y^^\iz.T 
Jlt^^ ^^^-^^-YT-FAcOiftliii^SEIStCTj^bfco Jl-riZTzi-)\,v 
tz. F A*>^®ffiffi^-&^SJ&tts 5fetC a#&f|Mi: UT 3' e>M*& Ufeffl 

*^Si:-rs (04-(9)) o 3'*JffiS>e;^i:-rs@»i&i&Si:-r5ffl 
^bT> ^^®ti*isii&*Jj5feir-rSo 

J:oTfll«l$tlfc3'*«g&fe;^i:UTMm^fig*»i&*S (®4-(9)) » fSilx 
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--jvri>citifi-c^?>z'^mRi^^^ (ia4-(ii)) o cio3**seRitt 

25 ttilc^fclMi^U $t)«>TSi&^«J'&^K©iii(i:fe^fig-rSCli:*JT!#5o UitP* 
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s fc «t ») ^ < (D^j^tc J; o TS/i&ojiff «ffli^nT i> s ^ d ii mu 

Invader ^CD <fc -5 

tftmf Scii:H:Sjii?feSo *%B^t^J:i^«^ ^g«SccD«J^*»> ^«iJbfeigSiB5>I 
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15 

0 2J±s 2|s:^HJ®M^ U^^^#®M/i&JPS®-gP(3)-(5)S^^-rMiCE!T•fe 5o 

20 1340:. 2|5:l6W®il^bv^«i«©M;i&ma©-^^P(9)-{ll)s^^•r^^^la•ea& 

So 

laeti. t h CYP2C19 ^T'^ ';-t^Bm^^^SSv^{^m<ttUfcJ^^iE^J&^ 
25 la 7 tt. ||«Bfi?iJtc:*5l.>T SNPs ©tJltHSff o fc«IW«iSBB9U fcs «fl«J«S@B^J 
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«lfim±S^&KfK (I^H) ^^-To -■- : ^— h«cU -O 
- : ml. -•- : WT 

iB^j j3 s r ^ V— s ^ -ria-e* s o 

(45^) S^N-To -•- :S?^^(WTK -O- : ^S^(MUTK — A— : DNA 

MDNA fcSJi&^-frfeiig^^^-ro DNA^iU rflMDMAJRU MUT DNA : ^M^© 
CYP2C19 "SkB^^f^mm.. WT DNA : CYP2C19 

20 a) ttS^m(WT)fflr^-f ^— fey h:&. ^UTb) 0:^^^(MUT)fflr 

V— fe h DNA i:M/i&*-a-feiS^^c^-ro *8E«itt^^§iim 

*x «tfftttS/i&^P^ (^) ^^mfo — ♦— : DNA 3& —A— : CYP2C9 itfe^s 
— X— : CYP2C18jtfe^. -•- ; CYP2C19 ©^M(WTK -O- : CYP2C19 
m(MUTK 

25 K 1 4 li. ^Jte^iJ 5 tc^SV^T SNPs ©tftm*frofe<gfl«jig«iB^»Ji:x i^e«JJ^S 
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■r^^7T&5o a) a:»5feS(WT)fflr^W"^— fey -^bTb) ttffcM 

an^mm^. mmi^i^mmm i^) s^x-To -•- : ^^^^(wtk -o- : 

5 ^SS(MUT). —A— : DNA b 

mii^rcf^m^m-r^^y^$>^o a) tti^^M(WT)fflr^'< ty h<fe. 
•tbTb) {±MM(MUT)flir^>f V— by h&#«|SDNA iiSliS^-B-fcj^^* 
^■To 04'^ IBI«lttm^te3ift&. «Hiftt±S/i&I^K i^) ^mto — ♦— :DNA^ 
10 b. —A— : CYP2C9 itfe^x — x— : CYP2C18 ifife^s -•- : CYP2C19 
(WT). -O- : CYP2C19^^M(MUT). 

01 7(i. ;i/-rr^^x'-:&^Sffibfe*^B^K:cfcS^Mtftm:^&l^J:^TJfli 
ffitftfttCDIfigS Stftm b 7 T*^ S o tfti*: No. 10 tiBP^^J^^ (WT 
/WTK tft<*:No.lll±iS:£M/^M^'^7^D(WT/MUT). * bTtftf*:No.8 tt^SM 

-•- : iS§P3feS(WT)ffl7'^-rv-^ -O- : ^^M(MUT)ffl7-^>f 

20 HMfiai 1 . b h CYP2C19 M^^iz^lif ^^moifktii ( 1 ) 

b b CYP2C19 ®5Se^* PGR 13 J: t) b^ SNPs as^&^a«"r Sm 
al -C'mbS^M(WT)iP Ug^^SdnDA^OtJ^-f b>;7:&ffo:fe:o ^ <oiz. ^ 
©iSemt^^^VNT WT :j3J;t5ml tn^i^tz PCRm^^&^ pBluescript II CD EcoR 
V{C^D-zi>^U igSiB^J^^^b-r SNPsgP^CDJgSiB^ll^fli^bfco S 

25 ^mcomm^mii. mmm^ : stc^bfeo mi-eti. mm^^ : 5® 1 1 1# 

g**GT-tt«C< Ai:5air3Tl>fe (0 7) o 
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i^V>T^ *^B^t;:^^^/^T fc h CYP2C19CDWT i:ml SilSiJf SfetoCDr^'T 
RA(Rl+R2)/iE^J#^ : 1 

5' -6G6AACCCATAACAAATTACTTAAAAACCTGT6TTCTTTTACTTTCTCCAAAATATC-3' 
T-^^ — r^-f v-R 3/g29!J#-^ : 2 
5' -AGGGTTGTTGATGTCCATC-3* 
10 FA(Fl+F2)/iB^J«^ : 3 

5'-C6GGAAATAATCAAT6ATAGTG66AAAATATGCTTTTAATTTAATAAATTATT6TTTTCTCTTAG-3 

5' -CCAGAGCTT6GCATATT6TATC-3* 

script IKEcoRI 7?ifi^JKt: bfe^OlO '" mol/ tube (i^6 0 0 0 0^^) * 

• m.mmmwL (25 //l 4«) 

20 20 mH Tris-HCl pH 8.8 

10 mM KCl 

10 mM (NH4)2S04 

4 mM MgS04 

1 M Betaine 
25 0. IX Triton X-100 

0.4 mM dNTP 
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8 U Bst DNA jJ^'Jp*^— (NEW ENGLAND BioLabs) 

1600 nH FA 
1600 nM RA 
5 200 nH F 3 
200 nN R 3 

±iaSJ&ja[© S/ul 5mI (O loading buffer *8li&0U 2X7'3tfD— X-T;!/ 

(0.5X TBE)*ffioTx o.5f^^^ 1 0 0 vemmi^t&bfco t*ib^®>y;V/^Ji 
^':^»>AyD-r>f K(EtBr)T?^feUTi^K*fit^Ufeo Higmttia 8 tijfN-r i:43 

^nfeo *^BJ(3j;oTs liiia®iajS^B^I©tiMJT*§5Cli:)!j»«|^^nfeo 
HJtefi^ 2 . t h CYP2C19 jtfe^ tCiJtt 5^S©tftai ( 2 ) 

15 ^a^ig«iB^ji:b'r> WT^ *5J;lJfml <£im5^^^jiA/;epBluescript IKEcoRI -eifi 
m«{Cbfesfe,(3D)10-'"inol/ tube (j^eOOtS-^) *ffiVNSffettllite«?y 1 
(ORmmm^t U e 4"CTS/i&$-i^;fc:o 0.25jag/ml tci 

*5J;-5K:EtBr3&«S»PU S^fcttABI Prism 7700 (>»l-^r>J:;bvtt) *fflV> 

25 m^^mrRmmmifiRjm'^tb?>c.tifi^^in^o 
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«cib\ ilO^^J■efflv^fe ABI PrisB 7700 0:^ * i: i: PGR i*6D^-^ 'J > 

llflg«?>l 3 . t h CYP2G19 iife^tC:}3ttSi£S®t^^m ( 3 ) 

10 S5feSi:bfe«-&o«tn-enfc:ot^Tr^>f T-^ia^U disrate J:SS!M® 
Is 2J:|5l^{3b hCYP2G19Jife^*fJ3afcU ^^mf-^^^^i^^UTs ^ 

FA(Fl+F2)/iB9!j#^ : 6 
20 : 5'-CCG6GAAATAATGAATGTAATTTAATAAATTATTGTTTTCTCTTAG-3' 
RA(R1+R2) /iB^J#^ : 7 
: 5'-CGGGAACCCATAACTGTTCTnTACTTTCTCC-3' 

FA(Fi+F2) ywimm^ : 8 

25 : 5'-CA6GAACCCATAACAAATTACnAGTGnCTnTACTTTCTC-3' 
RA(R1+R2) Xmtm^ : 9 
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: 5'-CAGGAACCCATAACAAATGTGnCTTTTACTTTCTCC-3' 

±iBigSgB3Hj3&»?,)5:§r^'f v-^cffiV\ WT«)5V>{iml SSfl^^^iiA/i^ pBlue 
5 script IKEcoRI 6 0 0 0^^/ tube^&flSiiU 9 5-0 

t? 3 TiB<3DSli&mfe:^AP bH/i&?«S* 2 5 //L UT 6 0 'Ct? 3 1^ 

• (25//L pf") 

20mM Tris-HCl pH 8.8 
10 lOnM (NH«)2S04 

IOdM KCl 

S.SmH HgS04 

IH Betaine 

0.135 Triton X-100 
15 0.41IIM dNTPs 

8U Est DNA 7t<Up<^— -if 

IGOOnM FA 

leOOnN RA 

200nM F3 
20 2OO11M R3 

rism 7700 o^—^>3L)],-r—n) ^m\^x smmmmiyt^o 
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^h-ftiisu ^9tmi^^^mBi:^m<Dm&(DM^ifimm^tifto eooo^^ 

5 S<ii6000*«t.J:d if S Jto3«®»fc:ffl^-r So Jfll«[t:^*tiS DNA (Oiz&i» 
mmm4. t h p450CYP2C19 jte^t^SttS^^^^CDtftW 

mr^^mmti^xttmrnms iimxyyi h p45ocYP2ci9aa^^cfflv>fco 

c:®3afe^Fi:ii»i2^J**mM-rS^Mi:UT{i> t h p450CYP2C9 jgfe^. :teJ; 
t5b h p450CYP2C18^te^^ffl^r^feo Cliie,©jie^{z:"OV>T*)flJ(S0«l 1 fclH 
20 Site pBluescript II {c^^D-:^>^bi®MS9>J*^ltSbfc±•elli^t3fflV^fco 
t h P450CYP2C19 ^fc 6 0 0 0 ^^tZj^^tX. 6 0 0 0 0 0 ^lr<D b h p450CYP 
2C9jtfe^^*5J;U^t h p450CYP2C18iife^5fe^M^U-C^i-:/t:iP^feflb{i|| 

iSSttiai 3K:^bfca*JDT?«.So l^5feSfflr^>f V— hTtt. CYP2C 
25 19WT DNA 6 0 0 0^^xmmifiH^tltc(DtzMLX^ CYP2C9. CYP2C18 3t^T 

T-tt6 0 0 0 0 o^^X'i)mmii±mm^tiikti^'z>tco mmizmmmmy^-f^-' 
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■fey h^c43V^•C*>^ CYP2C19MUT DNA 6 0 0 0 ^^T?iiiJi3&«B€>nfcOtC?^bT. 
CYP2C9. CYP2C18 Jtfe^TfttG 0 0 0 0 O^^T**i4it±li^$*X35;<P-3feo 

l2I6t;:*)^-rJ:-5K:x p450CYP2C19> P450CYP2C9. 43J:Vp450CYP2C18©i®« 

10 iiJiifl«5. ;i/-rr^>r V— sfflv^fctftgrf 1 

- b h P450CYP2C19 iife^{:i:}3ltS SNPs t^ffi- 

:*:mSiA{^<toT^ai^n;fe;i/— rr^'Tv- (2000^9^ 19 sm0x ItfiS 
2000-283862) J; S LAMP as®S*S«l2^®aJC#«»^5!j»x *|gH^(c J:S*Mlftm 

;i/-rr5'f F AcD{*:g^m2^±© F 2 i: F 1 ©St: j3V>-r««m-& 

20 »iE^J*^f>«cs;i/-:rr^>f v-&^^bfeo »^^(WT)ffl. ^MIS(MUT)ffl© 

UfRAOffi^CD5'*«gd»e> 2»S®JgS*«x SNPs tiffl^-rSo 

25 FA(Fl+F2)/iB3»l«-^ : 1 0 

: 5'- CC6GGAAATAATCTAATTTAATAAATTATTGTTTTCTCnAG-3' 
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EA(Ri+R2) ymnm^ : 1 1 

: 5»-CG6GAACCCTGTTCTTTTACTTTCTCC-3' 

FA(Fi+F2) /mnm^ : 1 2 

5 : 5'-CTGGGAAATAATCATAATTTAATAAATTAnGTTTTCTCTTAG-3' 
RA(R1+R2) /mmm^ : 1 3 

: 5 '-CAGGAACCCATATGTTCTTTTACTTTCTCC-3 ' 
;i'-rr^>f v-FL/i25!J»-^ : 14 
: 5' -GATAGTGGGAAAATTATTGC-3* 
10 rr^-f ^— HL/iB5!I«^ : 1 5 

: 5' -CAAATTACTTAAAAACCTTGCTT-3' 

15 m^TL/^fz pBluescript iKEcoRI -^mmmz Ufc*)0)6 0 0 tube & 

li^iiU 9 5-C-e3^K«lil^. TiBOS/^&^«t:«SUPbSii&^«[«^c2 5//L i: 

(2 S^e/Ltf) 

ZOOM Tris-HCl pH 8.8 
20 IOdM (NIl4)2S04 

lOmM KCl 

4.0IIIM MgS04 

IM Betaine 

0. 1% Triton X-100 
25 O.SnM dNTPs 

8U Bst DNA JJ^U^^—- if 
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leOOnM FA 
leOOnM RA 
2OO11N F3 
2OO11M R3 
5 8OO11M FL 
SOOnN RL 

mmWk 6 0 0 O^IF/ tube 

rism 7700 (/t-^>a:;i/V— ft) ^cfflV^T 1 KpHiSaibfeo Hfi^tt® 1 5iZm 
10 Ufeo 

^t^i^mTmy^^^—t^ms o^A»^>^i^i^^^^zJ:sm^e^^:^;^cD^i^JP 
15 2«'^:^;^^DiiA^**l^^^nTv^s (lai 5) o ;i/-:r:r^>f V— cD/i&ffl{cJ;oT^ 

-t h p450CYP2C19 3tfe^t3;}3t:J-S4^S<4<Ot^W- 

450CYP2C19 * 6 0 0 0 ^=jf{zrt^X. 6 0 0 0 0 0 ^^<D t h p450CYP2C9 MB 
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mmitmi 6iZ7jK\^rzt^^'c$>^o m^mmy^^^—b^y hx-t±. cyp2c 

19WT DNA 6 0 0 0^^t^mmifi^^nrc<DlzM\^X. CYP2C9. CYPEClSiife^ 
5 T-{i6 0 0 0 0 0^^-e*)iiiJittS^^n«:A»o3feo l^^ltlfeSSfflr^'f V- 
4z'y hfc*5V>t:4>x CYP2C19MUT DNA 6 0 0 O^^-cmmifiM^tiftCDizMl^X. 
CYP2C9s CYP2C18 itfe^T{i6 0 0 0 0 0^^T-4>ii«{±m^^n^*»ofeo 

^^'^>7'^T^i)^m^tlitMm (3 5tft<*:) QIAamp DNA Blood Kit 

15 {^T^> DNA?£mffibfeo ttmbfeDNAtt. 10-14585 ICIB 

«g^n-r(.^sr^>f V— gaj^ij&ffiVN-rfc h p450cyp2C19 iSfe^Fo mi fi^* pgr 

CJlDJilSbfco JfiJgttx Z-Taq ^) ^ ^ —H {^mm) SffllV^T Z-TaqfflOr 

n^titz PCRM!^*PCR-RFLP(cJ:t)«?#fbfeo ^f^a:feilTOi:*J?)-C-*So 
20 a-fPCRM^SyuL^^JIS^^Msp I-eS 7X3I^Stg<bU 4%TiSa-7s<f 
)l (Aaplisize Agarose, BIO-RAD)Tl:me^SbU^o ^Wi^. SYBR-Green 
I (FMC)-e^feb. liM<DJ'^>\f<D^^^ — >^^tiiT^^ti:.J:.f) mimm<D^ 

CKOa^x inlM«JK:ov>TB^Sj^*(WT/W). S^M/^MS^t^d (WT/MU 
25 T) . 43J:tr^P^3^^(MUT/MUT)*#3tfti*:x ^t1-9tftf*:tCOV>T2|5:%l«{C» 
•:5<^S®«^m:&i*tcJ;oT«?«fbfeo fflv^fc 9t^#tc:ov>ra:s PCRj^<^®iyi 
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7ml ©ifil^iP^ttmUfcDNA® 1/7 0 0 0 S«^ft:DNA i: btAnilfeo 

l^«a-iScbfeo tfti*:No.lO(PCR-RFLP©i(g||WT/WT) x tfttt^No.ll 

(PCR-RFLP WT/MUT)s tftf*: No.8(PCR-RJLP OJjSH MUT/MUDICOVaTOS 

ti43J^Tf ^ -S ^ i: UT S o 

20 'ST^D + + 

^?>t3ig*gifnte;feKtov^T«:x ig«Ba5US?*^U CYP2C19 JSfe^7?fe:S 

:it^mm.\^tco Mmizmm-r^^i^du^X'it. CYP2ci9iie^cDflbiccYP2c 
9x cYP2ci8^o!^<eiiB9yi>«^«(?B4eE-r^A*x ^<o^^tj:m^mnw^rx>b. 

Sfi5il-rSCYP2C19«eiFO*^*«RfSfi«J{CiiffiU l«a©jtVN*Btt»J 

25 •rshv>^Sii&*«-Il]<Dii'lgS/i5T'*jc:«i^feo iieoTli<KiB^JA»f5'«(?^?SE-rs 



wo 01AJ4838 



PCT/JPOO/07816 



-64- 



s^&^!£^S:'i:»st-^-r^ ^finite. u*»*^aK:||j«6rsii:*»T-§So 
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■rscii:*»-e^> *»o^i®r^-f v-flDS'iMtcti. :i©r^>f ^sje 

25 (e)5f KSM 
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* ® 7? * ^ fe®^t;:x n 5 c ^sifta i: -r S 



I 
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5 12. mm<D^mm^^-r'Gm^miizi^m(D:^m^m\ ^mm(otyir:^)\^$i 

1 4. Mtc»:o^m(f)43J:rif/'*fc{i(g)^?^^t$*sli^j«lt;:iB®©:)^&o 
(f)^ 1®;!/— rr^-f V— ; d^-e^ i6D;b— rr^^f V— tt, ^lor 

-T-®#S£fe^iKlfc:43tt5m2®7-^-Yv-fc:S3fe^S««i;s ^2cD 

20 Cli:*$-??^5^®'e*5s 

1 5. BulB1*^®««5^&«^t-Si®^BB^J**^il!l*nfc^^iB3?l|-e«c*»ofei©^ 
tc. m 1 ©r^W"e-*J<tV/*fcB:^2<Dr^>r-x'-<3!)5*5lc*gtc:IB®^ 

25 t>T^X^y^*^D5Ci:*1^|»fc-r5^^3Sl fc:s3ttO;?EF^o 
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lite: \yxmmm^m<Dm}^ tmt^. !^M<Dmm^m^'r^mm 

•t^niit^-^^. /{po^2©:/^-r v-©5'{HlItc(±. c©r^>f v— 

ii) IBl©r^'rv- ; Cici7?^l©7-^>f ^— «:^©3**^g^3:feV^TMf3 

■rsci:*^•es^ *»omi©7'^>f V— ©5'«lt:t±. z.©rv>r v— jSc® 
;;^h-r€>ffilitti^^Ji&^eg#l±©fi^%«l^-r%'^^$n%%£BS^J(cffi 
Mfl«)«ci®«gE5lISi)i;^ S 4) ©T* 5. 

i i i ) ^ ffl^Sm^^4ftlliS5-r -S i: ? 5 DNA U ^ 7 — If 
1 7. Mt:i*J©®^&^tfgi^«l 6t:|B«©^y ho 

vi)«|Sfc:43tt -5^ 2 ©r ^ >r v-jbJT'^-^v-r^^M^© 3'(B!Jfc:7'n— 
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1 8. MtCifecDSl^S^tfit^^l 6tz$m(D^y ho 

^-tt^o 3'*ig^::43^^•crtgp^^P®^e«Ji®Si^^J&«lfife•rs-;&®^ 

19. MtCi*:cDS^S^tf^^J® 1 Sizmmoo^^y ho 

TffiMm^fifcOfe/iS t S d A»T ^ S H 8 ® r ^ -T- 
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10 sflfe:^®^® 3'fflis^^^-rs^j®tc?tuTT--;i/-rsiifc**-e§s d^-o 

c) m2<Dr^^V-(D#:^^^<^0 3'*«|gi:> ^#S^fie^lC43Jt*m 1 

2 1. x«b) flS{cijlt5i^^t3*j{tsmi®rv'f v-**T^-;i/-r^ 
25 OtcgB«8cD;&i&o 



wo 01/34838 



PCT/JPOO/07816 



2 2. XSc) teMtc::tettSm2<Z)r^>f y'-*»T--;i/r'^gf1gJSiCD3' 

5 2 3. MK:ijJiT®xes^tfil*JB2 0t:iB«cD:?&ife-e*o-t:. |g2 43J:vmi 
1) at^JH2 Ofc:ia«8®:«F^K::j3i>T. x^c) © 3' 5|5S8| i: g #® sulB^ 

ffli«m^fifc&ffdxa, 

4) Xg3) CJ;oTig»^t5rig^6init|i:3S:ofc3'5l5J|S&miB^«i|*ns 
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«iti'a^^?g&/»«5-r S d t Jb*-^ $ 5 DNA 5J< U ^ ^— J; t) -en^feii^a: "T s 

8) XS7) ©^fci. :j3j:v/^;fettxie7) tmn\^-z^mm&mnt.^ 
2 4. miz^<DJim^^ts. m^m2 3izt^m<D:^mo 

9) x«4) T-^fifc-rs l*^©;^K®3'*^|g:&m2©r^-f■^-(3^■r 
1 0) 3*5|cJBfce#®B5fB4^^ofS«i:©r--;i/fe:J:oT?K^$nfe> >H/ 
^*«*fT-5xS, 

1 2) x«l 1) <cJ:-pTffi^^«S'&**W«ei:«;ofe3**Sg*B5IB^«iJ^ 
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ffl*i^-^^«ftii«£'r s d *»-e § * DNA ^ u ;»« ^ — I? tc <fc D ^n^jg/iii -r 

1 5) x«l 1) - 1 4) SjSiDjg-rx«s iJJ;tJf 

1 6) xgi 5) ©^tc. i3J:t5/*fc«±xiei 5) i:MfTL/T«lfl<J^SgB 

<£^M:}3 «fc u^/^ tt^s HMft It sxa 

2 5. Mt:»C®xa<£^tr. 2 4 tc:H3«©;i&^o 

1 7) XSl 2) tC43V^T^^•r5 l*«©^K®3'*«g*e#®t(i§3^ 

3S2 0fc:sB«®:??^o 
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SEQUENCE LISTING 

<110> Eiken Chemical Co., Ltd. 

<120> Method for detecting of mutation and/or polymorphism 

<130> E2-A0002P 

<U0> 
<141> 

<150> PCT/JP99/06213 

<151> 1999-11-08 

<150> JP 2000-134334 
<151> 2000-04-28 

<160> 15 

<170> Patent In Ver. 2.1 

<210> 1 
<211> 57 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Artificially 
Synthesized Primer Sequence 

<400> 1 

gggaacccat aacaaattac ttaaaaacct gtgttctttt actttctcca aaatatc 57 



<210> 2 
<211> 19 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Artificially 
Synthesized Primer Sequence 

<400> 2 

agggttgttg atgtccatc 19 



<210> 3 
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<211> 65 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Artificially 
Synthesized Primer Sequence 

<400> 3 

cgggaaataa tcaatgatag tgggaaaata tgcttttaat ttaataaatt attgttttct 60 
cttag 65 



<210> 4 
<211> 22 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Artificially 
Synthesized Primer Sequence 

<400> 4 

ccagagcttg gcatattgta tc 22 



<210> 5 
<211> 210 
<212> DNA 

<213> Homo sapiens 
<400> 5 

ccagagcttg gcatattgta tctatacctt tattaaatgc ttttaattta ataaattatt 60 
gttttctctt agatatgcaa taattttccc actatcattg attatttccc gggaacccat 120 
aacaaattac ttaaaaacct tgcttttatg gaaagtgata ttttggagaa agtaaaagaa 180 
caccaagaat cgatggacat caacaaccct 210 



<210> 6 
<211> 46 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Artificially 
Synthesized Primer Sequence 



<400> 6 
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ccgggaaata atcaatgtaa tttaataaat tattgttttc tcttag 



<210> 7 
<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Artificially 
Synthesized Primer Sequence 

<400> 7 

cgggaaccca taactgttct tttactttct cc 



<210> 8 
<211> 42 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Artificially 
Synthesized Primer Sequence 

<400> 8 

caggaaccca taacaaatta cttagtgttc ttttactttc tc 



<210> 9 

<211> 37 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Artificially 
Synthesized Primer Sequence 

<400> 9 

caggaaccca taacaaatgt gttcttttac tttctcc 



<210> 10 

<211> 42 

<212> DNA 

<213> Artificial Sequence 



<220> 
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<223> Description of Artificial Sequence: Artificially 
Synthesized Primer Sequence 

<400> 10 

ccgggaaata atctaattta ataaattatt gttttctctt ag 42 



<210> 11 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Artificially 
Synthesized Primer Sequence 

<400> 11 

cgggaaccct gttcttttac tttctcc 27 



<210> 12 
<211> 43 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Artificially 
Synthesized Primer Sequence 

<400> 12 

ctgggaaata atcataattt aataaattat tgttttctct tag 43 



<210> 13 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Artificially 
Synthesized Primer Sequence 

<400> 13 

caggaaccca tatgttcttt tactttctcc 30 



<210> 14 
<211> 20 
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<212> ONA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Artificial! 
Synthesized Primer Sequence 

<400> 14 

gatagtggga aaattattgc 



<210> 15 
<211> 23 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Artificial! 
Synthesized Primer Sequence 

<400> 15 

caaattactt aaaaaccttg ctt 
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